To isolate leptospires which would grow to good yields in a defined medium, surface waters were plated on three enrichment media. Serum agar contained (per 100 ml): pooled rabbit serum (Pel-Freez Biologicals, Rogers, Ark.), 10.0 ml; tryptose-phosphate (Difco), 0.2 g; and agar (Difco), 1.0 g; the pH was 7.6. The composition of SM-1 and SM-2 agar is given in Table 1 NOTES agar and nine on SM-1. This suggests that these leptospires were indigenous to the water and not transient. Of 28 additional water samples similarly prepared and plated on SM-2, 14 showed leptospiral growth on an average of 7 days of incubation. The higher percentage of isolations on SM-2 rather than the other media is probably not significant; however, it is significant that half of these water samples yielded leptospiral cultures on an artificial medium lacking serum and peptones.
In an effort to select isolates with minimal nutritional requirements, 24 cultures isolated on SM media were transferred to SM-2 lacking agar. Three of the 24 isolates have been successfully subcultured on this medium more than 20 times, giving cell densities of at least 101 cells per milliliter.
A total of 31 cultures showing typical leptospiral morphology have been isolated on SM media. All of the cultures have been purified and cloned and are being maintained as pure cultures by transfer on the medium on which they were isolated. Selected isolates, growing in an essentially defined medium (SM-2 lacking agar), are currently being subjected to antigenic analyses, animal passage, and nutritional and metabolic studies.
